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DETAILED ACTION 



Continued Examination Under 37 CFR 1.114 

1 . A request for continued examination under 37 CFR 1.114, including the fee set 
forth in 37 CFR 1 .17(e), was filed in this application after final rejection. Since this 
application is eligible for continued examination under 37 CFR 1.114, and the fee set 
forth in 37 CFR 1 .17(e) has been timely paid, the finality of the previous Office action 
has been withdrawn pursuant to 37 CFR 1.1 14. Applicant's submission filed on 
November 22, 2005 has been entered. 

Amendment Entry 

2. Applicant's amendment and arguments, filed on November 22, 2005, is 
acknowledged and has been entered. Claims 1, 2, 7, and 8 have been cancelled. 
Claims 3-6, 11, and 19 have been amended. Claims 20 and 21 have been added. 
Claims 12-18 remain withdrawn from further consideration by the examiner, 37 CFR 
1.142(b), as being claims drawn to a non-elected invention. Accordingly, claims 3-6 and 
9-21 are pending. Claims 3-6, 9-1 1 , and 19-21 are under examination. 

Withdrawn Rejections 

3. All rejections not reiterated herein, have been withdrawn. 
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4. The rejections of claims 1,2,7, and 8 are now moot in light of Applicant's 
cancellation of the claims. 

5. In light of Applicant's amendment and arguments, the rejection of claims 3-6, 9- 

1 1 under 35 U.S.C. 102(e) as being anticipated by Deka et al. (US 6,271 ,035) is hereby, 
withdrawn. 

6. In light of Applicant's amendment and arguments, the rejection of claims 3-6, 9-1 1 
under 35 U.S.C. 102(e) as being anticipated by Sakata (US 5,496,734) is hereby, 
withdrawn. 

Claim Rejections - 35 USC §112 

The following is a quotation of the second paragraph of 35 U.S.C. 112: 

The specification shall conclude with one or more claims particularly pointing out and distinctly 
claiming the subject matter which the applicant regards as his invention. 

7. Claims 5, 19, and 20 are rejected under 35 U.S.C. 112, second paragraph, as 
being indefinite for failing to particularly point out and distinctly claim the subject matter 
which applicant regards as the invention. 

Claim 5 remains ambiguous in reciting, "to enhance a fluorescent signal from the 
stain", because it is unclear what fluorescent signal is being enhanced in relation to the 
sample. Does Applicant intend, "to enhance the fluorescent signal from the stain bound 
to the intracellular ribonucleic acid in the unlyzed cells. 

Claim 19 lacks antecedent basis for the recitation of, "the nucleic acids" in the 
last line. 
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Claim Rejections - 35 USC § 103 

The following is a quotation of 35 U.S.C. 103(a) which forms the basis for all 
obviousness rejections set forth in this Office action: 

(a) A patent may not be obtained though the invention is not identically disclosed or described as set 
forth in section 102 of this title, if the differences between the subject matter sought to be patented and 
the prior art are such that the subject matter as a whole would have been obvious at the time the 
invention was made to a person having ordinary skill in the art to which said subject matter pertains. 
Patentability shall not be negatived by the manner in which the invention was made. 

8. Claims 3-6, 9-11, and 19-21 are rejected under 35 U.S.C. 103(a) as being 
unpatentable over Sakata (US 5,496,734) in view of Haas et al. (Cation-Anion 
Cotransport, Methods in Enzymology, 173: 280-91 (1989)) (Abstract). 

Sakata discloses a reagent for identifying, counting, and classifying blood cells. 
The reagent comprises a lysing agent which is quaternary ammonium salts at a 
concentration that lyses erythrocytes and a fluorescent stain that can permeate through 
permeabilized cell membrane of nucleated unlysed cells (leucocytes) so as to 
incorporate with and label intracellular nucleic acids of the unlysed nucleated cells (see 
column 6, line 64 to column 7, lines 1-67, column 8, lines 1-12, and especially column 
10, lines 44-62). According to Sakata, nonionic surfactants may also be added to the 
reagent to control the effects of ionic surfactants toward cell membrane (see column 9, 
line 14 to column 10, line 4). Sakata provides that the surfactant may function by 
removing part of substances which constitute cell membrane; thus yielding pores in the 
cell membrane to allow passage of substances such as stain into the cell (see column 
10, line 63 to column 11, line 8). Stains used with the reagent include Thiazole Orange, 
Acridine Orange, ethidium bromide, and propidium bromide (see column 8, lines 18- 
29). Sakata teaches that alcohol can be added as fixing agent to minimize loss of 
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cytoplasms and granules and to optimize degree of damage of the cell membranes. 
According to Sakata, formaldehyde and gluteraldehyde are also used as fixing agents 
(see column 10, lines 10-39 and column 2, lines 13-19). The reagent further includes 
anticoagulant and buffer (see column 8, line 64 to column 9, line 13). 

Sakata et al. differ from the instant invention in failing to teach incorporation of 
ionophore into a reagent for identifying and counting nucleated blood cells. 

Haas et al. provide use of valinomycin in cation-anion cotransport, as an 
ionophore for increasing permeability of cell membrane in red blood cells to specific 
elements, i.e. sodium and potassium. Haas et al. show investigations of valinomycin 
with different cells and successfully demonstrated that there is electroneutrality of (Na+ 
+ K+ + 2CI-) cotransport in MDCK cells. 

It would have been obvious to one of ordinary skill in the art at the time of the 
instant invention to incorporate valinomycin as an ionophore as taught by Haas into the 
reagent taught by Sakata for use in identifying, counting, and classifying blood cells, 
because Haas specifically provided that valinomycin is capable of increasing 
permeability of cell membrane in red blood cells; hence enhancing penetration of stain 
into intracellular red blood cell environment to thus allow more accurate detection, 
identification, and classification of nucleated blood cells in a sample. 

Response to Arguments 

9. Applicant's arguments with respect to claims 3-6, 9-1 1 , and 19-21 have been 
considered but are moot in view of the new grounds of rejection. 
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10. No claims are allowed. 

1 1 . Any inquiry concerning this communication or earlier communications from the 
examiner should be directed to Gailene R. Gabel whose telephone number is (571) 
272-0820. The examiner can normally be reached on Monday, Tuesday, and Thursday, 
7:00 AM to 4:30 PM. 

If attempts to reach the examiner by telephone are unsuccessful, the examiner's 
supervisor, Long V. Le can be reached on (571) 272-0823. The fax phone number for 
the organization where this application or proceeding is assigned is 571-273-8300. 

Information regarding the status of an application may be obtained from the 
Patent Application Information Retrieval (PAIR) system. Status information for 
published applications may be obtained from either Private PAIR or Public PAIR. 
Status information for unpublished applications is available through Private PAIR only. 
For more information about the PAIR system, see http://pair-direct.uspto.gov. Should 
you have questions on access to the Private PAIR system, contact the Electronic 
Business Center (EBC) at 866-217-9197 (toll-free). 



Gailene R. Gabel 
Patent Examiner 
Art Unit 1641 
February 16, 2006 




